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RIS, e RIEAE TN RGN i A 2 — o IL-1B KTt i S 3k s REREAL |
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1. 4iffsEsR. RF. RHEAES

AN Iy H IR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin
2R AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. MR
e
Reagent Specification = Manufacturer/Catalogue No.
DMEM 500 mL gibco/C11995500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Human IL-1 alpha Protein; His Tag / Genomeditech/GM-88245RP
Human IL-1 beta Protein; His Tag / Genomeditech/GM-88248RP
Anti-ILIRAP hlgG1 Antibody (48D2 VH5.GL VL4) / Genomeditech/ GM-88388AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040513C
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B hRAL Moleculardevices/SpectraMax L
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1. ZREH

VE: NHRBRAEIGR, PRI S B AR

HETE. RN R MG F RS T, WHETHR

R, EREFAE-70°C, FATE-70°C THfFA& SB0E

PR

a) 37°C/KIRMTIRE 3G, IMATREE
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
TR, PG MR TR S KT DL R R R R,
HARINIEL GRE 2-3 5580 .

o) H 70% & RAT B A LA BEAR TS 2L L
o EAEY RSN BRI G O A E R Al
MBI ) MO8, BRIRY,
176 x g, &0 5min, FHMYIRE, 77 5.

d) A 1| mL S5 IR, U A
GG O BUE A, FEAE > 3 % 10°
cells/mL.

e) JEILAMINE TRREFRIEMIL A, ARG
F) 2-3 x 10 cells/mL, HRYE4HNLER AR, K
N B P B A3 [ B R LA

3. GG

a) fHH 176 x g, 3 min 25U M .

b) A TA AAEAE (90% FBS + 10% DMSO)
FURAHML, ANME LRy 5 < 10 cells/mL,
[ 1 mL 7 R B4R

o) EREET, EYbRdE, BAEEEE TR
BEF, -80°CTHRAED 1 K, RIEREHR
LR

2. ZHBAEAR (BL 10 em MAH))

T MREGERLE 2R, FHEHRERE, AR

FRER, BERASHEIERNEKEFRE.

a)  AHMH R AN, WhEEAEK . BRI E 16-
24 hJ&, Bi TSNS BERS AL, 24 0 %5
BH] 80%, ToEHHTAIMALAR . MR AEAR
Eloy 1:3-1:4, 3 RAEMR. EEREFE A
I 80%, 75 I T i 2 DR 40 M 52 1457 1 i 5 50

b) CHIMLEGE IR P IR AR, 10 em TN 2
mL PBS JE%E 1 K.

¢) FF PBS, Ml 1 mL0.25% Trypsin-EDTA VALK,
37°C 1k 30-60's, TiMEE T M.

d)  FRARMRARIE, SHAE IR EA L, 0 T 4
MBS REERT, 0 2 mL 2 A AEKREFRIEIRSA
1EVHAL, gl N OMET TR, 176 x g EIE
> 3 min,

e) FLiE, diipiie HAEKRE RIS S, WG
AR 0 25 P88 434 R 35 577 LT AR 4 i %
JEVHEL, ALARS Al B 30-40%) .

EEE:

a) MHRIEF, *F—ELFIMNILER, BTE
BUR, ZRABSAVRIFE RSRES,
BRGFRARLR D, MEEKEEETRE.

b) ERRFHEEAET 80%, TN s EAH
R B|F BT FBOE TS .

¢) FBS & 56°C 7K 30 734, A RRIEAMARIER
SRR, BARELWEKSEEKE T4
B FiEdE.
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1. EEBERIESER

—
AN

B SRR, X T A28, HEFE H IL-1 Reporter 293 Cell Line 40 &)y 1.5 x

10* cells/fLo ASYRSZ4:4# A Human IL-1 alpha Protein (19.1 kDa; LA Ff&#K IL-1o) « Human

IL-1 beta Protein(18.6 kDa; EA T & #K IL-1BOVE N BHMEZH), IL-1a ] Conc.01 K E N 4 pg/mL,

4 f5FREEFRFE, Conc.01-Conc.09 43 HIHEA#E B2-B10, B11 A 0 #KEXIE, IL-1B ) Conc.01

WEEN 250 ng/mL, 4 f5BAEERFE, Conc.01-Conc.09 73 HIHEAT#E C2-C10, C11 A 0 IKEEXT

M. FEFLIA 100 uL PBS, LARfIEAFLEER

TR HAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
4.00 1.00 250.00 62.50 15.63
IL-1a PBS PBS
pg/mL  pg/mL | ng/mL | ng/mL  ng/mL
IL-1P PBS PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) InFEp R

a) TESCEGHT 16-24 h, KA NEE TR, B OWCEARITEE, ffHEEE
R FRAE RN, RS 7 I, DL AR SRR R R A IR 1.5 x
10° cells/mL. PAHEFE AN 100 pL 40A/FLZ A EFL. J& FE LN 100 uL PBS. i B4R

i, TR A LR .

b)

d)

B 1 NTER 96 L U JRARAE & 250 RE .

A2, #H—47 (0 B2-B10. C2-C10) .
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24 R it BER fic B 7%
IL-1a 0.7 mg/mL 70 ug/mL HY 2 uL f##+18 uL Assay Buffer
IL-1B 1.57 mg/mL 15.7 ug/mL HY 2 pL fi#%#+198 uL Assay Buffer

e) 96 fL U KM, I Assay Buffer, ZfLARILTER, @1 B2, C2 fLAa7lnA

160 puL Assay Buffer, B3-B11. C3-CI11 4L, A 120 uL Assay Buffer.

) IO FMRAR AR DAL S BRI EIEE — MR RESL T (i B2 TP 9.7

pL IL-lo; C2 FHHIAN 2.59 pL IL-1B) , B%).

sy || BRIERRREAL, (RUCMATTLIRHL 40 uL, IAIKTL | % |
1 2 3 5 6 7 8 9 10 11 12
T
9.7 uL
PPN 160 ul. 120 pL | 120l | 120l 120pL 120l 120pL 120l 120 pL 120 pL
IL-1a
2.59 uL
A
IL-1B

g) M MEREREESL B2, C2 AL 40 uL, AIABIEE M ERMREAL B3,

C3, MR,

hy  DLOERHE, BEE 9 MEEMESL (B10. C10) .
i) KPR a ARSI, W BT
i) o AINKE EERREAF 259, 100 pL BE£L.
k) B, T 37°C CO, BfhEigR 6 he

) UFE, % 96 FLAEHR EHL, I Luciferase.

2) WMEEFGN
k| Sk R ARER

H_IL-1 Reporter 293 Cell Line 0.00 pg/mL 4.00 pg/mL 61.04 pg/mL
+1IL-1a 26118 17952255 40756

H_IL-1 Reporter 293 Cell Line 0.00 ng/mL 250.00 ng/mL 3.81 pg/mL
+IL-1B 33850 19787107 49944
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EC50
2.8x107+ ©IL-1u 0.3535

5 A IL-18 0.001030
g 2.1x1071 aA_
S 1.4x107-
3
=
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=
[

0-_|_|- T 1

-6 -4 -2 0 2
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Fig 2. Response to human IL-1 alpha and IL-1 beta protein. The H _IL-1 Reporter 293 Cell Line (Cat. GM-
C43971) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of
Recombinant Human IL-1 alpha Protein (Cat. GM-88245RP), Human IL-1 beta Protein (Cat. GM-88248RP) in
assay buffer (DMEM+1% FBS+1% P.S) for 6 hours. The firefly luciferase activity was measured using the

Luciferase Reporter Assay Kit (Genomeditech).

2. PUikFHETSEL

B AT, ST A28, HEFE H IL-1 Reporter 293 Cell Line ZHIE 7 1.5 x
104 cells/FLo A<V S25643 5148 ] Human IL-1 beta Protein (LA T fai#R IL-1B) 1E NB0H 254 (&
W 1.5 ng/mL), Anti-ILIRAP higG1 Antibody (48D2_ VH5.GL_VL4){E A block #i44 (150 kDa;
PAF &K Y Anti-ILIRAP) . Cone.01 £ 737304 10 pg/mL, 4 f545 £ FE, Cone.01-Conce.10

S AHEAAE B2-B11, B12 4 0 ikEXTIE . EEIFLINA 100 uL PBS, A7 iEiAFLZ& K.

os]

T QO " m g O

FLRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

Anti-
ILIRAP

10.00

pg/mL

PBS

2.50
pg/mL
PBS

625.00
ng/mL

PBS

156.25
ng/mL

PBS

39.06
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9.77
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610.35
pg/mL
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1) hkeP IR
a) TESCEOHT 16-24 h, KM MIEFR P, THE - OBERMIRYTE, EHERE
ERIRIE EE AN, RIS D, DA SE A s R R R A IR D 1.5 %

10° cells/mL. VAHEFEIN 100 uL 20 AR/AL & 1AL A FE R FLI0 100 uL PBS. # Bk

i, AR AR

b) 1 NEE 96 L U JRARHE & 25 F% .
o) BAMFNPUA, FH—1T (W B2-B11) »

d) HE&RBER

2 TR fig i BER e & 71
IL-1B 1.57 mg/mL 1.57 pg/mL B2 pL ¥ + 1998 pL Assay Buffer
Anti-ILIRAP 4.04 mg/mL 0.404 mg/mL HY 2 uL £ + 18 pL Assay Buffer
e) 96 fL UK, I Assay Buffer, #fLIAFIILTER, @1 B2 i 80 uL Assay
Buffer, B3-B12 fL, A 60 uL Assay Buffer.
) R FEAFR I ARIRE SRR, IR —ANBREEREREFL R (i B2 N 4.17 uL
Anti-ILIRAP) , JB%].
BERIR \ BERERREAL, ARVCAHT LI 20 uL, IIAKAL cEil
1 2 3 4 5 6 7 8 10 11 12
4'117LTIL{::ti- A 80 uL 60 pL 60 pL 60 uL 60 uL 60 pL 60 uL 60 uL 60 uL 60 uL 60 uL
g) M AEREERRAL B2 FHIEL 20 uL, AIAFIEE —ANBEEERRRAL B3, 78RS
h)y  DABSRHE, BHES 10 MRERBIL (B1D .
i) KPR a AR AIURELE, I B3 ISR h BEEERR PR, AL

50 pL, # bRE, AREFRFETIEE 1 h.
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j)  FEBUSZYIL-1B (2 x BUHKE) , 3ng/mL IL-1f (1.38 pL 1.57 pg/mL IL-1B

REBMAE] 720.7 uL Assay Buffer ', B2EMH) -

k) Thja, FP8 AL, INACBER j #ERLF RS 254, 4L 50 uL.

)  # bR, T 37°C CO, M iE3% 6 ho

m) UCFE, %% 96 fLAJEMR EHL, I Luciferase.

2) REEFN
AR SE I BE A 13 -

H IL-1 Reporter
293 Cell Line

1.5 ng/mL IL-1p+0
pg/mL Anti-IL1IRAP

1.5 ng/mL IL-1p+ 10.00
pg/mL Anti-IL1IRAP

1.5 ng/mL IL-1p+38.15
pg/mL Anti-ILIRAP

7324466

71960

7420115

3) BiF4R

Inhibition %

H_1L-1 Reporter 293 Cell Line

+ 1.5 ng/mL IL-1pB

Logg[Anti-ILIRAP] (pg/mL)

H_IL-1 Reporter 293 Cell Line

1C50

0.02120

Fig 3. Response to Anti-IL1IRAP hIgG1 Antibody (48D2 VHS5.GL VL4). Serial dilutions of the Anti-ILIRAP
hlgG1 Antibody (48D2_VH5.GL VL4)(Cat. GM-88388 AB) was incubated with 1.5E4 cells/well of the H IL-1

Reporter 293 Cell Line (Cat. GM-C43971) in a 96-well plate for 1 hour in assay buffer (DMEM + 1% FBS + 1%

P.S). Subsequently, the Human IL-1 beta Protein (Cat. GM-88248RP) at a concentration of 0.15 ng/well was

added, and the coculture proceeded for an additional 6 hours. Firefly luciferase activity is then measured using the

Luciferase Reporter Assay Kit (Genomeditech).

s ERE (R AR

YA

AN F PR BRI R, TR AR T NIRRT ! For research use only !

11 /13

Genomeditech (Shanghai) Co.,Ltd




Genomeditech (Shanghai) Co.,Ltd.

G‘} Eiﬁi’aﬂ*& Order: 021-68455258/50432826/50432825

GEnomeditECh Toll-free: 400 627 9288

Email: service@genomeditech.com

100 = SamplelD ‘Geomelric Mean : R675-H
7 H_IL-1 Reporter 293 H_IgG+APC-2nd Ab 1407
] | H_IL-1 Reporter 293 anti-IL1RAP+APC-2nd Ab 4095
80 7
° 1
°
o
= ]
i 60 7]
o
@
N
®
E 407
5 1
=
20 7
04 T LA | T AR | T
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R675-H :: APC-H

Fig 4. H IL-1 Reporter 293 Cell Line (Cat. GM-C43971) was determined by flow cytometry using Anti-IL1IRAP
hlgG1 Antibody (48D2_VHS.GL_VL4)(Cat. GM-88388AB).
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IL-1
Cynomolgus IL-1R HEK-293 Cell Line H_IL-1R CHO-K1 Cell Line
H_IL-1R HEK-293 Cell Line H IL1RAP HEK-293 Cell Line
Anti-IL1R1 higG1 Antibody(AMG 108) Anti-IL-1p hIlgG1 Antibody(Canakinumab)
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o RN TR AL, BRI TR

® R ENT NKBEMARSI, W BT AR

© PR R S5 1 5 0 R (AT AR L) R R AR ORL B C T AR, AT 0,
RAGEETIMSE RSB 408 R85, FEAkaR LIy IR U 20 E bR

® T KA T A U LU S, SRR R (M) A IR A R BT T,

PERRIEI AR E W AR (B FIRAF.
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